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Figure S1. The amino acid sequences of E. coli cytochrome b562, designed 4TM, and the four-helix core of cytochrome b form cytochrome bc1 complex are shown. The a-helixes of cytochrome b562 and cytochrome b and the predicted TM helices of 4TM are delineated by bars. The green-shadowed amino acids of 4TM indicate the corresponding ones on chytochrome b. The position number of the amino acid on cytochrome b are shown below.
(1) : Mature E. coli cytochrome b562 (2) : designed 4TM (3) : the four-helix core of cytochrome b Figure S2 4TM--EGFP EGFP void F i g u r e S 2 . T h e F l u o r e s c e n c e -D e t e c t i o n S i z e -E x c l u s i o n Chromatography of 4TM-EGFP. The 4TM-EGFP fragment of D94N-4TM-EGFP containing A206→K mutation of EGFP was purified. 4TM-EGFP and EGFP were solubilized in 50 mM Tris-HCl, pH 7.5, 500 mM NaCl, 0.01% n-dodecyl-β-D-maltopyranoside and subjected into superose TM 6 10/300 GL respectively. The fluorescence intensities of each 200 µL fraction of 4TM-EGFP and EGFP were estimated sequentially. g g a t c c g c g a t c c t g g t g c t g g > a t g a > g > > a c t g Figure S4 . The DNA sequence and amino acid of 3TM linker are shown. The dotted arrows indicate the primer region. BamHI site are shown in red. Table S1 The prediction result of TM insertion.
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The four regions of 4TM were analyzed by the prediction server for TM helix insertion (http://dgpred.cbr.su.se/index.php?p=TMpred).
